Source/Description: By aligning HLA-G DNA sequences obtained from GenBank, we identified an insertion of 1 bp (T) and a deletion of 14 bp (ATTTGTTCATGCCT) at the same site in exon 8. Of the 9 HLA-G sequences available, 2 had the 1 bp insertion and another 5 had the 14 bp deletion. Oligonucleotide primers were designed for regions flanking this site which had as little similarity as possible to other HLA class I sequences and also flanked a HLA-G locus specific deletion of approximately 50 bp. When these primers were used to amplify genomic DNA from 73 unrelated individuals, products of only two sizes were observed on a denaturing sequencing gel. These products correspond to the presence (141 bp) or absence (155 bp) of a 14 bp deletion only.
Primer Sequences: Chromosomal Localisation: The HLA-G gene has been mapped to the human MHC region of 6p21.3 (1).
Mendelian Inheritance: Co-dominant segregation was observed in 9 pedigrees of 2-3 generations.
PCR Conditions: PCR reactions were carried out in a 20 yX volume containing 50 ng of genomic DNA, 125 yM each dCTP, dGTP and dTTP, 5 /tM dATP, 1 /iCi [a-32 P]-dATP at 3000 Ci/mmol, 25 pmoles of each primer, 2.5 mM MgCl2, 50 mM KC1, 10 mM Tris-HCl (pH 9.0), 0.01 % Triton X-100 and 1 unit of Taq polymerase. After an initial denaturation step of 94°C for 3 min, 30 cycles of 94°C for 1 min, 62°C for 1.5 min and 72°C for 2.5 min were carried out followed by a final extension at 72°C for 10 min. The reaction products were electrophoresed on a 5% denaturing sequencing gel and visualised by autoradiography.
